Fluorescently labeled DNA replication fork constructs, and the effects of labeling chemistry and insertion site position on thermodynamic stability Table S1 . Nucleotide base sequences and nomenclature for the DNA constructs used in these studies*.
DNA construct
Nucleotide base sequence for smFRET experiments eCy3/eCy5 duplex-labeled
Nucleotide base sequence for CD and thermal denaturation measurements
* eCy3 refers to the 'external' labeling chemistry of Cy3 via the amino-modified C6-position of dT, eCy5 refers to the 'external' labeling of Cy5 via the amino-modified C6-position of dT; 3 represents the amino modified C6-position labeled dT (labeled with Cy3); 5 represents the amino modified C6-position labeled dT (labeled with Cy5); iCy3 refers to the 'internal' phosphoramidite-based labeling chemistry used to insert Cy3 into the sugar-phosphate backbone; iCy5 refers to the 'internal' phosphoramidite-based labeling chemistry used to insert Cy5 into the sugar-phosphate backbone; endCy3 refers to end-labeled position generated through phosphoramidite chemistry. For all three of the DNA constructs shown, underlines represent the double-stranded regions. Biotin-neutravidin linkages were used to attach the constructs to the surface of a glass coverslip. The probe insertion chemistries used are shown in Figure S1 . Images were recorded at different times during continuous laser excitation (~22 mW at 532nm), as specified. Images were recorded at different times during continuous laser excitation (~22 mW at 532nm), as specified. Images were recorded at different times during continuous 532 nm laser excitation at ~10mW, as specified. After ~60 minutes of continuous laser excitation at 10 mW, ~33% of the FRET pairs remained stable and non-blinking.
